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Construction of retrovirus expression vector containing GLUT-2 gene and its identi-
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AR PLXSN , #4241 300 5 o B 3R 404K pL-GLUT2-SN, £8 471 K i J 4 58 5 %% pL-GLUT2-SN % B 4l ] & PA317,
G418 BRI , A _E- V905 2RV, DRk vl B 35 8 iR 8 PR SR A I SE B 4T PCR & RT-PCR %78, &5 457 GLUT-2 5
PR3 7 SR B R iR 44 pL-GLUT2-SN, 28 il U1) B il 7 3iE 5 B (1 356 PR A7 0 B e Ao AE 248 1E B 5 J9T A 7™ 2 4N e e Bie
PA317/GLUT2 , i s #5% BE3A 7. 1 x 10° CFU/ml, PCR & RT-PCR §FSZ GLUT-2 R[4 A It e ik, &5k
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[ Abstract ]
(GLUT-2) gene and its stable virus producing cell line,for the construction of new*artificial islet beta cells”.
Methods Plasmid pCB7/GLUT2 was digested by EcoR T /BamH [ and cloned to retroviral vector PLXSN for

the construction of recombinant plasmid pL-GLUT2-SN, which was identified by enzyme digestion and sequen-

Objective  To establish the retrovirus expression vector containing glucose transporter-2

cing, and then transfected to packaging cell line PA317. Titer of the recombinant virus was detected. Cell lines
with a high titer were cloned and identified by PCR and RT-PCR. Results The retrovirus expression vector
pL-GLUT2-SN was established, in which the insertion site and reading frame of target gene were confirmed by
enzyme digestion and sequence analysis. The highest titer of virus producing cell line PA317/GLUT2 was 7.1 X
10° CFU/mL. PCR and RT-PCR showed that the GLUT-2 gene was integrated into PA317/GLUT2 and stably
expressed. Conclusion A retrovirus expression vector containing GLUT-2 gene and its stable virus producing
cell line PA317/GLUT2 are successfully constructed, thus laying a foundation for the construction of “artificial
islet beta cells”.
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1.1 ##

Jik peB7/GLUT2 W H BetaGene Inc ( Dallas, Texa, USA) ,
pLXSN g H§ 25 E Clontech /A& \PA317 40 g A vh Rk pz L7640
M A= ¥ s B 4K Lipofectamine 2000 ) H Invitrogen 2 ;s
EcoR 1 .BamH 1 g B 4E 34 W T2/ vl ; T, DNA 7% #5514 B
FHY(RIE) A7) ; Ploybrene 14 H sigma 23 1] ;FBS I H Gibceo
3] BURCA R K RO & A L SR A ]

1.2 Fi&%

1.2.1 S G S s A b Jki peB7/GLUT2 53
B SRR AR pLXSN 435 L) EcoR 1 \BamH 1 WURGYI, L 15 [1]
W GLUT-2 ¢DNA 55 pLXSN e M 204 F B, 3% 4% Ak, SR IBUTT
RLVE D)5 0 P 2

1.2.2  pL-GLUT2-SN %% 5 i & I 2 Lipofectamine2000
-5 pL-GLUT2-SN 41 % 41 g PA317, LA 25 2 & pLXSN 5% Yt
MM i 22 G418 (1 mg/ml) fifi i , BT 22 P MR AT L4704 200 i
SERETE B, P43 B B 4T 0 4N MO 5 B 3 R 8% % 5 o 4 5 3E
DMEM #5525 AR Hu i 4 se e L7 kg NIH3T3 211, 5
TR B, B8 BB R0 v 1 7 5 A I e o s B I v 25 P o

1.2.3 77 35 40 M 52 B PA317/GLUT2 % & A3 ] 4 1
PA317/GLUT2 5 PA317/pLXSN i g 1) 3 [K 41 DNA J &
RNA, LI GLUT-2 B 45535 [ #)47 PCR ) RT-PCR %5, 5| W)
AN . i 5'-CCAGCCTGTGTATGCAACCATC- 3'; R ijiE 5'-
ACCAGTCCCAGCGACATGAAG-3',

2 #R

2.1 GLUT2 AR E@BEmBEM A2

5 G R R pL-GLUT2-SN %% EcoR T \BamH T X
i, 3545 1 996 bp f) GLUT-2 ¢DNA J% 5.9 kb [yt 40k B
B¢ pLXSN,JESZ GLUT-2 ¢DNA #f A # & pLXSN H H 4 A
TERACELT) 5 B AP E 52 207 51 5 SCik[5 ] GLUT-2
cDNA JFFIH[R]

M1 M2 1

9 400 bp—
6 500 bp— <5900 bp
4300 bp—
2 000 l)p" 1996 l)p

1 000 bp—
500 bp—

M1 : \-Hind Il ;M2 :D12000 4% ;1:pL-GLUT2-SN/ EcoR | + BamH |
E1 pL-GLUT2-SN EgVI¥E

2.2 yadpwEERR

FH PA317/GLUT2 Jj5 3 I3 /B NIH3T3 4 fd, % 14 d 7]
WGTE AN s I B, T BIG BRI R 6.4 x 107 CFU/ml, 5 5
TR R 7.1 x 10° CFU/ml, 43513k 3.2 x 10° 7.1 x 10° 4. 1
x10° 5.0 x10° 1.4 x10° 5.8 x10° . 1.9 x 10° 2.3 x 10° 1. 8
x10° 4.6 x 10° CFU/ml, E-¥95 2% HE 4 6. 4 x 10° CFU/ml, &%
EGREE A 7.1 x 107 CFU/ml,
2.3 FhHmipbiEisE

PA317/GLUT2 4iJfii PCR % RT-PCR 7= 4%t vk ¥ tH 31 24
158 bp [ B i 44, i PA317/pLXSN 4iiJifi PCR J% RT-PCR 7=
e vk ¥ G A £ 1B, GE B PA317/GLUT2 40 b 4
GLUT-2 B W& 55 (E 2)

1 2 M 3 4

500 bp—
250 bp—

100 bh— <158 bp

1. PA317/pLXSN #§ PCR;2:. PA317/GLUT-2 # PCR ; M: 47 /&;
3:PA317/GLUT-2 #j RT-PCR;4: PA317/pLXSN #§ RT-PCR
&2 PA317/GLUT-2 4if PCR K RT-PCR £7F

3 itig

5 5 AN RS AR TR IR H TR IS . 3
AW E O RSN B F R S B 4l T
BEROFE TR, B N T 58 B 4ni” , s —
TEBK

FRARAY N TS5 B 40, 0251 BE S B A1 e 5 1)
AR I0 T R R 5 2R A DL R 5 A A W A
TN R A RO S R LR BT TR RS
BRI, GLUT-2 2 %4 55 15 1% 28 530 1] (1) A% JkA4%
GLUT-2 /& B At ik my LA A i im 1 25 1,
P L i V) 2 A7 OB 1, DT el 2 7 28
TENGEES B 40 B 1A B AR 5, 3 8 T 0 2 A 4
WY AR S B W R a4 GLUT-2 (14 4
A FH I8 /0 4 2 W 00 3 9 I8 B2 2% 0 st A F Y kB
AtT-20ins 4 il 5 3¢ 125 75 26 W I il 326 D] R nig s i 5 2%,
{AORFEIE GLUT-2 , PR Ty HE e 5% 28 43D %o 22 R 34T
Bk = 5N 5 AN, FEBE R K BB Y ) B 40 i N Y
GLUT-2 i 1 b 1F % B W Ik, 4R, GLUT-2
JE R AR 195 2R A WA I LA A EE B A
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INS-1 4 2 3 ok 58 32 O 1 i — ol g 1 28 43 b 4
FatP S YR TR AT S R B AR 38 a7
Y IR I I 2-5 3k 4 BE (2-ME) &y, B H
SEABZNEL R WPR (RS EFEAN 8
e/ 10° 40, it 80 AR AP n] R FFE 2 M) | fE Rk
WP, fL GLUT-2 By 3k mAk™ o IF 5L, 40
JZR 3R 4 H G BRI D, DR I X 48 Ak S 4 v
FERUR X 5 AR IR RS B 40 AL, [RIEH A
SRS R 5 A KME, 54 I TEMR
HEBRHAb 22 %0 1 15 R 2p b i 40 . R INS-1
YHARA R N T B 20 5 AL A #1200 Jf A U5
FAIIE T GLUT-2 JE [R5 YL INS-1 4l , A el i 2%
53 DA 7 A A B BE RS AR N TR B AR .

W B BB T A0 A AR KRR KA A
SNBSS B ARME” 1 — D E Y R AR
B e A R R Bk — H AR OCHE . R g A B
S L 2 i T AR A 45 R B 5 10 G SR B 38K
P FE AR B AR AT AR AR S T
AR AR AR 0 S R R A RS R IR . 300 5 SR
AR T AT L DR 3 A 2 1 2 A0 S PR 4 v, DA
PAFKIARE FRIE8  (HN BB Y A7 22 3 4 )5 0 4 .
I B A R, — 2 [R] B 491 1) 22 Ok o A IR e A B T4
o R DR A3 — 1 T, A3 ) A T ok et P A
R TS A LA A RE O — 5 T, 2R A IR AT
PRAUETE 22 1 4 ML AL T 53 28509, AT 44 v 300 2 S i 2 282
PRI S RFERE YR R, TR 26 T itk i 2
P T4 GLUT-2 R A9 A2 8 7™ B 40 i s B PA317/
GLUT2, K Eil S A 7.1 x 10° CFU/ml,
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